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CLONE 28 GGTnTGTAG AfflTAAnT TGGAAAACAG AGAACACGGC TGAACTITAC 

GS3 GGTnTGTAG ATnTAATTT TGGAAAACAG AGAACACGGC TGAACTITAC 

PHN46 GGTnTGTAG ATTTGAGTTT TGGAAAACAG AGAACACAGC TGAACTTTAC 

TC2740 GGTnTGTAG ATnTAAnT TGGAAAACAG AGAACACGGC TGAACTITAC 

GGTTTTGTAG ATnTAATTT TGGAAAACAG AGAACACGGC TGAACTITAC 



CLONE 28 AAAGGGCTAA AAATTCAGTT CTGAATTTTC TGAATTTCCT TTTTGAAGTT 

GS3 AAAGGGCTAA AAATTCAGTT CTGAATmC TGAATTTCCT HTTG 

PHN46 AAAGGGCTAA AAATTCAGTT CTGAATmC TGAATTTCCC TnTGAAGTT 

TC2740 AAAGGGCTAA AAATTCAGTT CTGAATmC TGAATTTCCT nTTGAAGTT 

AAAGGGCTAA AAATTCAGTT CTGAATTTTC TGAATTTCCT TnTGAAGTT 



CLONE28 TAGCTTCAAG GGTCTTTTTG AGAATTTTGC AAAGCTTTGC TGATCAAACT 
PHN46 TAGCTTCAAC GGTCCTT 

TC2740 TAGCTTCAAG GGTCTmTG AGAATTTTGC AAAGCTTTGC TGATCAAACT 
TAGCTTCAAG GGTCTmTG AGAATTTTGC AAAGCTTTGC TGATCAAACT 
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JR451 TCGCGTCACA TTCAGAGTTA TGGTTACTTG CTGCTGTGTC TACTGCTGTT 



TCGCGTCACA TTCAGAGTTA TGRTTACTTG CTGCTGTGTC TACTGCTGTT 



JR451 GCmTCCAT TGCCATGCTT TGCTGCCGAT GACGAGGATG ATGTTGAGCT 

GS3 GCmTCCAT TGCCATGCTT TGCTGCCGAC GACAAGGATG ATGTTGAGCT 

2482.53-1-12B GCTTTTCCAT TGCCATGCTT TGCTGCCGAT GACGAGGATG ATGTTGAGCT 

PHN46 GCmTCCAT TGCCATGCTT TGCTGCCGAT GACGAGGATG ATGTTGAGCT 

GCTTTTCCAT TGCCATGCTT TGCTGCCGAT GACGAGGATG ATGTTGAGCT 



JR451 CCACCATGTT GGCTCGCTTG AAGACCACCG CTGCCCGTGG TATGCTGCCA 

GS3 CCACCATGTT GGCTCGCTTG TAGACCACCG CTGCCCGTGG TATGCTGCCA 

2482.53-1-12B CCACCATGTT GGCTCGCTTG AAGACCACCG CTGCCCGTGG TATGCTGCCA 

PHN46 CCACCATGTT GGCTCGCTTG AAGACCACCG CTGCCCGTGG TATGCTGCCA 

CCACCATGTT GGCTCGCTTG AAGACCACCG CTGCCCGTGG TATGCTGCCA 



Ml TGCCTCCTCT TCCAAGTGGT GGTAATACGC CACCGCTGCT CTGCTCTAAT 

GS3 TGCCTCCTCT TCCAAGTGGT GGGAATACGC CACAGCTACT CT : : : : : AAT 

2482.53-1-12B TGCCTCCTCT TCCAAGTGGT GGTAATACGC CACCGCTGCT CTGCTCTAAT 

PHN46 TGCCTCCTCT TCCAAGTGGT GGTAATACGC CACCGCTGCT CTGCTCTAAT 

TGCCTCCTCT TCCAAGTGGT GGTAATACGC CACCGCTGCT CTGCTCTAAT 



JR451 GGGCGAGGTG GGCGCTGGTT CGTCTGCTAC TAGGGTTGGC TGTnTGGTG 

GS3 GGGCAAGGCG GGCGCTGGTT TGTCTGCTGC TAGGGTTGGC TGTnTGGTG 

2482.53-M2B GGGCGAGGTG GGCGCTGGTT CGTCTGCTAC TAGGGTTGGC TGTnTGGTG 

PHN46 GGGCGAGGTG GGCGCTGGTT CGTCTGCTAC TAGGGTTGGC TGTnTGGTG 

GGGCGAGGTG GGCGCTGGTT CGTCTGCTAC TAGGGTTGGC TGTnTGGTG 



JR451 GGCTA 

GS3 GGTTGGGCCA TGAGAATTAT GCACTGGGCC AATAGAAGAG CTCTTCAC 

2482.53-1-12B GGCTAGGCCG TGAGAATTAT GAACTGGGCA GATAGAAGAG CTCTTCAC 

PHN46 GGCTAGGCCG TGAGAATTAT GAACTGGGCA GATAGAAGAG CTCTTCAC 

GGCTAGGCCG TGAGAATTAT GAACTGGGCA GATAGAAGAG CTCTTCAC 



GS3 
2482.53-1-12B 
PHN46 



ATTACTCG CTGCCGTGTC TACTGCTGTT 
TTACTTG CTGCTGTGTC TACTGCTGTT 
TTACTTG CTGCTGTGTC TACTGCTGTT 
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ISOLATE GENOMIC DNA FROM TO PLANTS 



I 



CUT WITH ONE OF SEVERAL SPECIFIC ENZYMES ( E.G. ENZYME A ) 



LIGATE BUBBLE ADAPTER 



VECTOR 
DNA 



<=A=> 



PCR WITH VECTOR-SPECIFIC DNA PRIMER ( C ) AM) NESTED PRIMER ( D ) 



D 



T 



VECTOR 
DNA 



<=A: 



CUT PCR BAND WITH ENZYME E 



1-2 KB FLANKING DNA 



BIOTIN CAPTURE 



i 



USE BIOTTN-CAPTURED ALLELE-TARGETED PRIMERS TO RE-PCR ALLELE FLANKING REGIONS 
OF GS3, ELITE, AND TRANGENIC PROGENY BECAUSE THE EXTENDED ^_ E PRIMERS CAN NOW 
ANNEAL IN ALL LIKELIHOOD TO BOTH GS AND ELITE CHROMOSOMES. PCR AMPLIFIED BANDS 
FROM GS3, ELITE, AND, T 0 PLANTS CAN BE RAPIDLY ANALYZED FOR PCR BAND SIZE 
DIFFERENCES, RFLP WITHIN PCR BAND USING COCKTAIL OF 4 - BP ENZYMES AND IF NEEDED, 
PCR BANDS CAN BE DIRECTLY SEQUENCED TO IDENTIFY SINGLE NUCLEOTIDE POLYMORPHISMS 
OCCURING WITHIN FIRST 600 BASES OF AMPLIFIED FLANKING SEQUENCE. 



